[Abstract] MicroRNAs (miRNAs) are small non-coding RNAs of 21-24 nucleotides in length that modulate gene expression by targeting the untranslated region (UTR) of mRNA. This protocol is to be used to test the binding and activity of miRNA on putative UTR target sequences. It is based on the expression of Luciferase as a reporter gene fused to the UTR sequence in the presence of plasmids containing pre-miRNA of interest or synthetic miRNA to test in an in vitro cell culture assay.
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Materials and Reagents

Note: Usually cells are plated in the morning for a few hours and transfected in the afternoon. 20 nM is a usual working concentration for miRNA. Instead of mimic, plasmid encoding pre-miRNA could also be used (300 ng/well).
4. Incubate transfected cells at 37 °C in a 5% CO2 incubator for 48 h without medium change. e. Measure firefly luciferase activity using the luminometer. 
